! ! dsRNA bathing
Cultured S2 cells were pelleted and washed once in PBS to remove fetal calf serum (FCS) supplemented Schneider's medium and resuspended in serum-free Schneider's medium (Biowest) supplemented with penicillin (50 µg/ml of each) and 2 mM glutamax, at 1,5 x 10 6 cells/ml. 30 µl of this cell suspension (45 x10 3 cells) was added to 10 µl of dsRNA (500 ng/µl) and incubated at 23 °C for one hour in a U-shape 96-wells plate. 160 µl of FCSsupplemented Schneider's medium was then added and cells were incubated for six days at 23
°C. Cells were detached from the U-shape 96-wells plate by pipetting up and down, counted and plated into a 24-wells plate at 5 x 10 5 cells / well. Cells were stimulated with heat-killed E. coli (40:1) for 2 or 4 hours, washed once in PBS, and frozen prior to RNA extraction. RNA was extracted and treated with DNAse, using RNA Spin kit (Macherey Nagel). Reversetranscription and quantitative real-time PCR were performed as indicated below.
Immunofluorescence and Histology
Rabbit polyclonal anti-Akirin (1/100), anti-Relish (courtesy of Tony Ip; 1/500), anti-Bap60
(courtesy of Susumu Hirose; 1/500), anti-phospho-Histone H3 (Ser10) (H3S10p) (Millipore, 05-1336; 1/200) and mouse monoclonal anti-H3K9me2 (Abcam, ab1220; 1/500) primary antibodies were used at the indicated (v/v) dilutions in PBS containing 0,1% Triton X-100
and 1% (wt/vol) bovine serum albumin (PBS-TA). Goat anti-rabbit Alexa Fluor®488 and goat anti-mouse Cy3 secondary antibodies (Invitrogen) were used at 1/1,000 in PBS-TA. Fatbodies from E. coli infected females flies were dissected in PBS, fixed in PBS containing 4%
(wt/vol) paraformaldehyde for 20 min at RT. Heat-killed E. coli stimulated S2 cells were seeded on eight-wells Lab-Tek®II Chamber Slide TM , fixed in PBS containing 2% (wt/vol) paraformaldehyde for 15 min at RT and saturated in PBS-TA. Slides were mounted in a solution of Vectashield/DAPI (Vector Laboratories) and observed using a Zeiss LSM780 ! ! confocal microscope. Images were processed using Adobe Photoshop. 
Luciferase assays

RNA extraction and quantification
Total RNAs from whole flies and dissected fat-bodies were extracted with Trizol Reagent® RT (Molecular Research Center) after mechanical lysis by 1,4 mm ceramic beads using a Precellys®24 tissue homogenizer (Berthin technologies). RNA was reverse-transcribed using iScript TM cDNA Synthesis Kit (Bio-Rad). 1-10 ng of reverse-transcribed RNA was used as a template for quantitative real-time PCR (Q-RT-PCR). Q-RT-PCR reactions were set up using iQ TM Custom SYBR® Green Supermix (Bio-Rad) and in a 1/50,000-1/75,000 final concentration of SYBRGreen. Real-time PCR was then performed in 384-well plates using a CFX384 system (Bio-Rad). for 4 days to the culture medium.
In vitro binding assay
His-tagged Akirin was expressed from the pDEST17 (Invitrogen) plasmid in the Escherichia coli strain Rosetta-gami B (DE3) pLysS (Novagen). Expression was induced with 0.1 mM IPTG at 20°C for 16 h. Bacterial cells were lysed in lysis buffer (25 mM Hepes pH 7.5, 300
mM KCl, 5 mM imidazole, 0.1 mM PMSF, 5 mM DTT, protease inhibitor cocktail) by sonication, and the resulting lysate was cleared by centrifugation at 15,000 rpm for 60 min at 4°C. His-tagged Akirin was purified with His GraviTrap column (GR Healthcare) and eluted with a buffer containing 20 mM sodium phosphate, 500 mM NaCl and 500 mM imidazole, pH 7.4. Flag-tagged RelishΔS29-S45 was expressed in S2 cells and pulled down using antiFlag M2 agarose affinity gel (Sigma). The beads were washed extensively in lysis buffer.
After a washing step, purified His-tagged Akirin was added to the beads, and the mixture was incubated at 4°C overnight. The beads were washed four times in lysis buffer and then boiled.
Proteins were detected by Western blotting with anti-Flag (Sigma) and anti-His antibodies (Invitrogen).
! !
Statistical analysis
All P values were calculated using the two-tailed unpaired Student t test (Graph-Pad Prism). Data are represented as mean +/-standard deviation of three independent experiments. *P value < 0.05; **P value < 0.01; ***P value < 0.001. Data are represented as mean +/-standard deviation of three independent experiments performed on 1,5.10 6 cells per IP. *P value < 0.05; **P value < 0.01; ***P value < 0.001. Data are presented as mean +/-standard deviation of three independent experiments. *P value < 0.05; **P value < 0.01; ***P value < 0.001. 
SUPPLEMENTARY FIGURE LEGENDS
RNAi-akirin, UAS-RNAi-Brahma or UAS-RNAi-Polybromo (red columns) compared to C564-gal4 / UAS-RNAi-GFP (black columns).
B-C. Survival of C564-gal4 / UAS-RNAi flies following sterile injury (B) or
Hml-gal4 / UAS-RNAi-GFP, UAS-RNAi-Relish, UAS-RNAi-Akirin or UAS-RNAi-Brahma, L3
larvae two hours following E. coli challenge or control (PBS).
Data are presented as mean +/-standard deviation of three independent experiments. *P value < 0.05; **P value < 0.01; ***P value < 0.001. Table S1 . List of oligonucleotides used for quantitative real-time PCR. 
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SUPPLEMENTARY TABLES
